Supplemental Methods

Cell culture and generation of stable cell lines
Primary mouse embryonic fibroblasts (MEFs) were isolated from E13.5 embryos derived from intercrosses of time-mated pregnant Phb2 fl/+ mice. Immortalization of early passage primary MEFs was achieved by SV40 transformation (Todaro and Green 1965) . MEFs were cultured in Dulbecco´s Modified Eagle´s Medium (DMEM) (Invitrogen) supplemented with 10% fetal bovine serum (FBS) (Invitrogen), 100 U/ml penicillin (PAA), 100 µg/ml streptomycin (PAA), 100 µM non-essential amino acids (PAA), 2 mM L-glutamine (PAA) and 1 mM sodium pyruvate (PAA). All cells were cultured at 37°C in an atmosphere of 5% CO 2 and 90% humidity.
For the generation of stable cell lines 1x10 7 SV40-transformed Phb2 fl/fl MEFs were transfected via electroporation with 40 µg of the pCAGs-STOP-IRES-EGFP plasmid containing different murine Phb2 cDNAs. 24 hrs after transfection cells were selected with 300 µg/ml G418 (PAA) for 9 days. Single G418-resistant MEF clones were isolated and expanded for further analysis. Stable expression of the transgenes was examined via immunoblotting.
RT-PCR
RNA was isolated from MEFs using the RNeasy mini kit (Qiagen) according to the manufacturer´s instructions. cDNA synthesis was performed with the Transcriptor cDNA synthesis kit (Roche) following the manufacturer´s guidelines.
Respiratory chain function
Oxygen consumption studies of viable cells and spectrophotometric evaluation of respiratory chain and TCA cycle enzyme activities in frozen homogenates were performed as previously described (Rustin et al. 1994) . Mitochondria were isolated from control and PHB2-deficient MEFs according to described methods (Fernandez-Vizarra et al. 2002) , separated on 12%
SDS-PAGE and electroblotted on nitrocellulose membranes (Schleicher & Schuell). Steadystate levels of respiratory chains subunits were determined via immunoblotting using the following antibodies: mouse anti-complex II, 70 kDa (Molecular Probes, 1:1000), mouse anticomplex I, 39 kDa (Molecular Probes, 1:1000), mouse anti-complex V, subunit a (Molecular Probes, 1:1000), mouse anti-complex III, subunit IIa (Molecular Probes, 1:1000), mouse antiporin/VDAC (Calbiochem, 1:1000), mouse anti-Tim23 (BD Biosciences, 1:500), rabbit antiAconitase (1:1000), mouse anti-Hsp60 (Stressgen, 1:1000).
Immunoblotting
MEFs were harvested from tissue culture plates either by trypsinization or by cell scraping and lysed in protein cell lysis buffer (10 mM Tris-Cl pH7.4, 10 mM EDTA, 50 mM NaCl, 50 mM NaF, 1% Triton X-100 supplemented with 20 µg/ml aprotinin, 2 mM sodium- 
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Legends to Supplemental Figures
Data represent ± standard deviation of three independent experiments. *** p<0.001
(C) Immunoblot analysis of cell lines expressing PHB2 mutants. Cell lysates were analyzed by SDS-PAGE and immunoblotting using PHB1-and PHB2-specific antibodies. β-actin was used as a loading control. 
